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[0078] (il^J) 

293TM£rafcHS6J<E tgmgi 5f5CO|0jSS-CGeneHunter Co. £9A^BE&ftBJS ( 
Cat.No.Q401) MRC-5«^ttthJi&i^jE^#l^«S^(7)^^-ea^F 
/^^-yy— ^-fe^— £<9A^ *Sffe%:1toX& (No.RCD0211) B16F10i»te^ 
^MfejWJ&M*3l50JjWI&-CATCC«t»J ^Ttetettlft (No.CRL-6475) "Cfct), 
Lewis Lung carcinomas (LLC) ^J^tt^!>^W****BJte^ATCCJ:5A^^|g3fej|W 
fl&(No.CRL-1642)l?&>5 0 HMW, HUVECs»(th^^p^^«) 
S.^HMVECs(th^Jtm^^«)«, Clontics*hj;!9, ^fcNHDFsUBfl&fiH 

[oo79] vsm&tfy^^v^^w&tkm 

<^W:> t:hChMlL(T$y^l-317) (DC^jCFLAG^^ffl^Lfc^V^ff 
^n-K-TScDNA (IB^J#^-1) £PCR&H£ £«9Jf f>§U pCAGGS-<^- (Miwa^ 
i?— >"(Gene) (Netherlands) 1991<^12^ 15 0 3Sfr 108^2-^ pl93-200) fc^n— 
=>-^Lfc(pCAGGS-hChMlL-FLAG) 0 ft, &m&M^<<Z>FLAG?y (Sigmatt) 

8T^/Bto6>fe*5**tt©-v— ^^KCAsp Tyr Lys Asp Asp Asp Asp 
Lys)-Cfe§ 0 y#73^hTSi^9;*W3!g(Life technologiestfOSrffil^ SgfifgBB 
\ pCAGGSS.U ? pCAGGS-hChMlL-FLAG^rCOS7^HJ}SJtt) ? 293TjNaJ!S^h 
yv^^^hbfco h7^7^hL--Cd>^48^ra^{-i#^l±fflftrllIit5lU, fct 
FLAG M2T^o-^(Sigmatt)-e^^^^^fTofc 0 

^ /VCSDS-PAGE (sodium dodecyl sulfate-polyacrylamide gel electrophoresis) 
v\ ^Yn^;vn—^mz.YT^yr— VTz. a — ^msfctChMlLtffy^n— ^vHft 
fc^Wfr^ife) , -^^^ft^-^^^V^^/^-^^"-^ (horseradish 
peroxdase) ^W^tbfc^l^IgGjftft: (Dako^fc) V \ ECLplusftKI ( 
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mz£VmMl>1Zo total WAteC57/BL6^$X<D&ffiMfrblSOGEU(—-'ytf^i?'- 
^SSD^/BV^ttttH^ RNeasy Mini Kit^T^^&^RNase-Free DNase Set 

(^ryy® ic£.y?v— xry^uto cdnacd^«> omniscript rt Kit(^-ryv 

RNaseOUT Recombinant Ribonuclease Inhibitor G^Vt* r-n^i/SSD , 3o<£U* 
Random Pruner(*$7/<^m*m^^C&m^BCfo\Z£yn^tc 0 Real-time PCR 
it, mouse ChMlL3t^^*j-r5-fe^^-r^-> 7yfty^7^-, SYBR 

Green PCR Master Mix, cDNA^t^J&^^fflV^frofCo "f^^r— it, mouse 

ChMIL mRNAOSll^ffi £LT ) 5 * - 

AAACACTTCTGGCCCGAGGTAT-3 ' . (T^±>^9^—) 5 ' - 
AGTGTGCTCCATGTCATAGGTTTTC -3'£rffiWc 0 titc, mouse GAPDH mRNA 

tt^tt^^^Ab^^^ffiVNfCo PCRKl£te\ l)^tt(95r-C15#P^), 2)T~ 
— V>-?& «tO#*^(60 < C-ei^-ra) O^#-C40if^/V*-efrofc o #«£#Jit 
^ST-cD^g^ilC^ifrffcite, GeneAmp 5700 Sequence Detection Systemy^h^mT ( 

fc^-g-L-fcSYBR GreenO^^^^/W^^^PCRi^-r^/Vfe ^SB##J ^S'J^ 

u ^^i6:{^-r^PCR^(Diii|'sftili^{«m, ^oiii|>i*M^a^Ri{ii:( 

Jt"l'Ifta^m^:ii*S^^CD c: P^#jft^^) C9^t?SThreshold cycle (CtMut^lf 
tii-tZ>Z.bfc£yft ofc c ft&Mm-e&ZGAPDHlZ.ftiTZChMlL mRNA©*l*j-#J& 

[0121] ChMIL mRNA<^#l$&3£3l* = ^gapdh^midoco 

<ilt^:> ChMIL mRNAO^^^T^rl/^Mi-*3V^-Cftt)«^ofc(tai9) 0 

ml epulis w> mm. mm, &m, j^^&vvobchMiL mRNA^^ 

ifi&httfz&, T^uxmtik^ZbteZfrKi&frotCo &fz, JMU sm, * 

Hi. /.Nfik fl|Ji*^{c:*5V>TChMlL mRNA<D^te^W£;ft^ofc 0 £*l£><D£ 

mMM 19 

[0122] ^^JtMO^Itt&itfChMlL mRNAlS^jHBJ^M'&flPtfr 
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tr^tf DMEM/10% FBS^T*3B#F^mbb7c:(37 0 C, 5% C02) 0 &b%ks #btLfdM 

FBSfcJR»U 10 cm^~l^F^-C^^|Ufc(37 < C> 5% C02) 0 

[0123] ChMlLmRNA^m^JiS^tS^OV^^.^^MIfflJ^^it^-v^^^lffl 
Mfc^btotal RNASrttfcBfK real-time PCR&ffiZ.tteX^XMVrL'tCo 1ntet>%, 
SlTK?F~fmmz£ymMVtc 0 total RNAJiRNeasy Mini Kit&Tff^M) &&Tfi 
RNase-Free DNase Set&T^M) tU^ttttiUfco cDNA<£>-g*£Jcte\ Omniscript 
RT Kit (^T-yVjjSD % RNaseOUT Recombinant Ribonuclease Inhibitor (-4>lf ho v 5 ^ 

x *5«fctfRand6m Primer(^^^^-jK)^V^7 v cii^^^M^^-<^:9 ; fTo/Co 
Real-time PCRte, mouse ChMlLjt^^fC^fi-^-fe^y^-^— , T>"?±>X7 
y^—, SYBR Green PCR Master Mix, cDNA^t?S^^?rfflV^Ttfo7t 0 

tt % mouse ChMIL mRNAOSS^ffl^bt (ir^7°7^— )5'- 
AAACACTTCTGGCCCGAGGTAT-3 ' s (TV^fe^^v-) 5 ' - 
AGTGTGCTCCATGTCATAGGTTTTC -3'<£rffll\fc„ *fc, mouse GAPDH mRNA 

«c^tfa6^«IAbfet>©S:ffiV^ PCRSJ&tt, l)*tt(95TC-C15^M). 2)T~ 

^^^^JiJkGD^ltffc;^ GeneAmp 5700 Sequence Detection Systemy^h^^T 
MV^TfTofCo 1-Jfeb"S>> itW^tT/fePCRjgfetCJBf^b/tSYBR GreenO^^fe^ 

3;. 

ft uisrf^fiMft^oiii* ft i^t© mas (*« ft^^if mmmco * 

I- 

£^#0 O^SThreshold cycle (CO^Sr^ffli-^^iDfTofCo rtSBSfJp-efc 
5GAPDH(£*j"t-5ChMlL mRNA©te#Wfc3B3£*t£ WTf-^l-ff^sStCj;!^ 

[0124] ChMIL mRNA©ffi*f«Pfc»M = 2 lUA " u "7Y 



, (GAPDHOC/^)hMlL<0^|.; 
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vehicle (25mM HEPES, 0.15M NaCl, pH8.3)^50 M L/site-CM^iao^T^S 

&mS&<Djzg£$MBca)iperX*MfeUZ (Length Xwidth2X 0.52) . in vitro 
X'<DLLCmti&(DmMM$f f*DNA^ (/Mft^BrdUOE^SZ^) SrffiSIKIl/CfT 
ofCo 3Wte*96^l^— HlC3.00(HH/weUO«ft-C«F#L, ^O^, 
24^W>f>^r^~hL,7 v c(37^C^ C02#?5ET)o #**/l"£i5fc$£8L 
MS-ChMlL<D#:£-F\ 10% FBST*24^M£$iJ$:L7-: 0 BrdUtt*&il<0*&©3l$ 

[0129] <*t^> MS-ChMlLf*invivo-CLLC»Oi#5K^$!lLrt(|l|22A) 0 — in 
vitro"e«LLC»0±i3®^$!jL^^ofc(@22B) 0 ^tlfeOii:^^ MS-ChMIL 

» 22 

[0130] ^^N 0 ~if^bfcJfiLWP l 3^^JISOTxKh-v'^f|^M<D^ 

%frVfcT78b~y*W^i¥R}<DMVrfeCaspACE FITC-VAD-FMK In Situ Marker ( 
Promega§9£iBV>-C3lifeL-7to CaspACE FITC-VAD-FMK In Situ MarkertejjfflJ&S 
T&Vk(DFncmmXXs<— ^PE.W^JVAD-FMK (FITC-VAD-FMK) "C N M<7> 

^^CLTV ^Mf3 N ^n-f--T h^-^-tc: j;^^f-eFITC<D^3t!^f£^5t< 
®H£tv5 0 6^t^V— M£HUVECs&155,000Wwell©»fit'C, MRC-5 cells (SKfc 
^m^Wr^^TVy— ttl/jr— No. RCD02111)^rl00,000Wwelloai^-C^r^ 

timmu *<o&. itm0^rx2mm4^^-b\.tc(37x:. co2#£T) 0 

#l>3i/W^5fe^ % 25^/mL(DMS-ChMlLCO#^T, 10 ng/mL FGF-2-e#fflJ3&£j|flJ 
$rL-fc 0 48B#5g^ 10)(M^5J:$^FITC-VAD-FMK%»L- S 30^K^^^ < 
-hb7t(37 t C, C02#^^^lS^hy^^-EDTA"CfiJ«b, 7n-f/fh^ 



